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Description 

Background to the Invention 

[0001] Many recent advances in chemical analysis have involved the incorporation of biomolecules capable of se- 
lective and high affinity binding to analytes of interest. Such devices are often termed biosensors, which involve real- 
time transduction of the binding event into an electronic signal, but also include analytical technology such as, for 
example, affinity chromatography, immunoassay and enzyme reaction, as well as nucleic acid hybridization, which can 
be performed in analytical polymerase chain reaction (PCR) devices. Bioanalytical devices utilizing this technology 
have been applied to a wide range of applications in medicine, agriculture, industrial hygiene, and environmental pro- 
tection. There is also growing interest in the use of modified materials in bio-medical implants, prosthetic devices, 
catheters, etc. Furthermore, there is an emerging field of bio-electronic and bio-mimetic materials, which can be used 
for information processing, that rely on the transduction of some molecular recognition event 1 . 
[0002J Recently, there has also been intense activity in the miniaturization of chemical instrumentation. Efforts have 
been made to reduce whole laboratory systems on to microchip substrates often utilizing capillary electrophoresis (CE) 
as the principal analytical technique 2 . These systems have been termed micro-Total Analytical Systems (pi-TAS) 3 . 
Some promising bioanalytical applications have already been demonstrated which are based on immobilized receptors 
within microfabricated fluid handling platforms 4 " 7 . 

[0003] Immobilization technology is critical to the further development of all of these technologies. In many cases, 
commercialization of new ideas has been hampered by either inadequate, unstable, or unreproducible immobilization 
of the biomolecule components 8 . Immobilization has been accomplished in the past by adsorption, entrapment, non- 
covalent binding, and covalent conjugation but usually only by application of bulk solution techniques and without the 
ability for careful spatial delineation of patterns 9 . 

[0004] 1 Therefore, there exists great interest in developing techniques forthe selective and site-specific immobilization 
of biomolecule reagents on component surfaces of analytical devices. A very recent advance in patterned immobiliza- 
tion uses bacteria! cells to mask chemical modifications to polymer surfaces 10 . After the bacteria are removed, the 
reactive polymer will bind fluorescently labelled antibodies within the bacteria-sized regions on polymer surfaces. This 
treatment still depends on multistep wet chemical treatments and is essentially a detection technique for bacteria. With 
reference to patterned nucleic acid immobilization, a recent review of promising new DNA sequencing technology has 
called for the development of microfabricated arrays of immobilized nucleic acid sequences so that parallel and auto- 
mated sequencing apparatus can be created 11 . Therefore, the current state of the art can be seen as actively searching 
for new patterned immobilization technology. 

[0005] Ligler, F. S. et al, U.S. Patent No. 5,391 ,463 describes a patterning technique for covalently attaching biomol- 
ecules onto silicon dioxide surfaces which have been covalently modified with heterobif unctional cross-linking reagents. 
The UV-irradiation of such surfaces, containing thiol, epoxy, or vicinal diol functionalities, was shown to be capable of 
patterning biomolecules with the use of a photomask. However, this method suffers from its dependence on the covalent 
modification of substrate material before irradiation and from the covalent chemistry required to attach biomolecules 
after the irradiation step. Furthermore, although pattern areas which were exposed to UV-irradiation became more 
resistant to non-specific protein adsorption this effect was still significant and measurable (between 13 and 54% of 
non-irradiated areas depending on the cross-linking molecule used). It is also important to note that the disclosed 
technique of Ligler et al is clearly not UV-photoablation but only UV-irradiation. UV-photoablation requires significantly 
higher laser pulse energies then were used in that study and is a completely distinct physical phenomenon, which the 
present inventors use to advantage in the bio-patterning of biomolecules and chemical substances. 
[0006] WO 94/23295 describes a substrate with a photoablated hole. Antibodies may be attached to the inside sur- 
face of the hole or in the vicinity of the hole, but not to a surface which has been made rugged by photoablation. 
[0007] WO 94/08236, WO 91/08474 and WO 96/39937 published on 19 th December 1996 all describe substrates 
which have been photoablated and to which a reagent is attached, but not to the photoablated region of the substrate. 
[0008] WO 97/22875 published on 26 th June 1 997 describes a substrate which has been laser hydrophilised and to 
which a reagent is attached. 

Summary of the Invention 

[0009] Accordingly, it is one object of the invention to provide a novel method for the patterning of biomolecules and 
chemical substances in 2 and 3-dimensional patterns on UV-absorbing substrate materials. 

[001 0] It is another object of the present invention to provide material surfaces with enhanced immobilization capacity 
for biomolecules such as proteins, nucleic acids, and lipid films by physical adsorption. 

[0011] It is another object of the present invention to provide material surfaces with enhanced functionalization of 
chemical groups for subsequent covalent conjugation procedures. 
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[0012] It is another object of the invention to provide surfaces with protective layers such as adsorbed non-specific 
protein layers, chemically conjugated lipid films, laminated polymers, adhesives, or photoresists which can be patterned 
using UV-laser photoablation. 

[0013] It is yet another object of the invention to utilize the UV-laser ablated, protected surfaces as a contact mask 
for the subsequent patterning of biomolecules and chemical substances onto the underlying polymer substrate. 
[0014] These and other objects, which will become apparent during the following detailed description of the present 
invention, have been achieved by the inventors' use of UV-laser photoablation (as opposed to simple irradiation) en- 
abling enhanced functionalization of polymer surfaces, enhanced biomolecule immobilization capacity, and patterning, 
with (urn (micron) resolution, using attached protective layers. 

[0015] The present invention provides a method for patterning an affinity reagent as set forth in claim 1, and a bio- 
logical or chemical sensor as set forth in claim 14. . 

[0016] The present invention utilizes a UV-excimer laser induced photoablative process to produce contact masks 
through protective layers directly over U V-absorbing substrate materials and simultaneously induces such substrates 
to undergo physical and chemical changes which show large increases in immobilization capacity of biomolecules. 
The present invention utilizes UV-laser fluences greater than 0.5J cm" 2 per pulse which is clearly in the photoablative 
regime and not simply UV-irradiation. The present invention does not need to rely solely on covalent attachment of 
biomolecules but can also utilize physical adsorption or non-covalent binding for simple single process immobilization 
techniques. The present invention offers ease-of-use while maintaining a UV-laser's ability to photoablatively define 
materials into reactive and non-reactive areas with \xm (micron) or 1 ^m (sub-micron) resolution. 

Brief Description of the Drawings 

[0017] The invention will now be described by way of example only with reference to the accompanying drawings, 
in which :- 

Figures 1a and 1b are schematic perspective views of a UV Laser micromachining process according to an em- 
bodiment of the invention; 

Figure 2a to 2c show UV-laser bio-patterning of protein-blocked polymer surfaces; 
Figure 3a to 3c show UV-laser bio-patterning of laminate-blocked polymer surfaces; 
Figure 4a is a light micrograph showing avidin bio-patterning using UV-laser photoablation; 
Figure 4b shows a control in which no avidin was used; 

Figure 5 is a voltammogram demonstrating p-Galactosidase bio-patterning using UV-laser photoablation; 
Figures 6a to 6c are schematic diagrams of a UV-laser defined microchannel for concentration and separation of 
analytes in solution; 

Figure 7 is a scanning electron micrograph (SEM) of a UV-laser fabricated micro-well array for nucleic acid analysis; 
and 

Figure 8 shows a sandwich immunoassay facilitated by UV-laser patterning. 
Detailed Description of the Preferred Embodiments 
Machining and characterization of UV-laser photoablated micro-patterns. 

[0018] Structure may be formed in various commercially available polymers by photoablation upon interaction with 
UV laser radiation (k < 330nm; fluence > 0.5 J cm 2 per pulse). These have been reviewed 14 , but include cellulose 
acetate, nitrocellulose, polycarbonate, polyimide, poly(methyl methacrylate) (PMMA), polystyrene, polyethylene 
terephthalate) (PET), and poly(tetrafluoroethylene). The photoablation process involves absorption in the UV region 
with concomitant electronic transitions from the ground singlet state to the first excited singlet states, rapid bond break- 
ing within the long chain polymer molecules, and then ejection of substrate, in a mini-explosion, from the surface leaving 
a photoablated cavity 14 3, as depicted in Figure 1b. 

[0019] The laser energy can be specifically patterned using a photomask with the subsequent generation of micro- 
cavities and channels of various geometry. The laser energy may also be patterned in even smaller dimensions by 
using fiber-optic light guides. Such light guides are capable of handling UV-laser energy of several hundred mJ per 
pulse and can be fashioned with small tips, using techniques known to those skilled in the art, to have an aperture well 
within the sub-micron regime (250 - 1000 nm). By positioning such light guides tips very close to the surface of the 
U V-absorbing substrate, it is possible to accurately and reproducibly fabricate structures with 2-dimensional resolution 
very close to the diameter of the light guide aperture. 

[0020] The resulting structures are generally characterized as having little thermal damage, straight vertical walls, 
and well defined depth. Patterns can be defined well into the sub-micron region, however, a general working range for 
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the patterning of biological or chemical substances will be given here as 1 - 1000 pirn. 

[0021 ] For the experiments described here, it is necessary only to use simple, line and hole, mask geometry, however, 
those skilled in the art will appreciate that more complicated masks can be easily fabricated through other microfabri- 
cation technologies such as contact lithography Figures 1a and 1b show (not to scale) linear patterns for which a 10 
X 0.4 mm mask 1 was mechanically fabricated in copper foil. For circular patterns, 1, 5, and 10 mm diameter circular 
masks (not shown) were machine drilled in 5 mm thick steel plates. An excimer laser (LPX 205 i, Lambda Physik GmbH, 
Goettingen) is used to project UV laser radiation (193 nm, pulse rate =10-50 Hz), shown by the arrows A, through 
these masks, a 10:1 telescopic objective, and then onto various polymer substrates 2 (Surface energy: 1.6J cm" 2 per 
pulse). Therefore, each laser pulse will produce an ablated cavity 3 with a cross-sectional area of 1 X 0.04 mm when 
using the line mask shown in Figure 1a and 0.1, 0.5, or 1 mm diameter hole when using the circular masks. 
[0022] Prior to laser machining, all substrate samples are cleaned by rinsing with distilled water and then drying with 
pressurized air. Preferably, a protective layer is subsequently applied prior to UV-laser photoablation. This protective 
layer may be an adsorbed protein layer such as bovine serum albumin, chicken ovalbumin, human serum albumin, 
any other albumin, non-fat dry milk (NFDM) or any other suitable protein solution capable of efficiently and homoge- 
neously coating the substrate material. An example of an adsorbed protein protective layer 4 is shown in Figure 2a. 
This protective layer may also be composed of chemically conjugated species such as lipid monolayers, self-assembled 
layers, fatty acid chains, carbohydrate moieties, or other suitable substances. An alternative protective layer is com- 
posed of a polymer laminate such as polyethylene terephthalate)/polyethylene (PET/PE) for example, or any other 
suitable polymer possessing the characteristics of low-temperature and rapid adhesion to the base substrate. An ex- 
ample of a laminated protective layer 5, adherent to a polymer substrate, is shown in Figure 3a. This protective layer 
may also be composed of other types of materials applied by various techniques which include but are not limited to 
adhesives, screen printed polymers, and spin-coated photoresist layers. It should be clear to those skilled in the art 
that the substances mentioned here are a small subset of the possible protective layers that may be applied to UV- 
laser photoablative substrates, and that these layers should only serve to create a general mask for the substance to 
be patterned. It should also be realized that such a mask can be both positive or negative, in that the chemical properties 
of the mask can either block or attract the species of interest in some semi-permanent or complete manner. The sub- 
sequent U V-ablative step will serve to define the protected surface into distinct areas possessing this chemical property 
(non-ablated) and areas that do not (ablated). 

[0023] To obtain an adsorbed protective layer as shown in Figure 2a, substrate samples can simply be immersed in 
a high concentration of BSA or NFDM (10 mg/mL in 60 mM phosphate buffered saline (PBS), pH 7.0) at room temper- 
ature for 2 - 4 hours. Such solutions of "nonspecific" proteins are known to bind in high concentrations to polymer 
materials, which in their unablated form have been used for many years as platforms for diagnostic screening 9 * 12 . If 
applied in high concentrations they will adsorb in tightly packed layers seeking to occupy most of the available substrate 
surface area. Due to the fact that physical adsorption of such substances is semi-permanent, subsequent application 
of biomolecules will be prevented from close interaction with the substrate material and will only be loosely bound to 
the protein protective layer. These substances can then be washed from the surface leaving only the protein protected 
substrate. 

[0024] To obtain the laminated protective layer shown in Figure 3a, a 35 pirn thick layer 4 of PET/PE is rolled onto 
the substrate 2 at 1 25°C for 3 seconds. Either of the techniques of Figures 2 and 3 serve to produce a uniform "positive" 
mask by blocking any subsequent interaction with receptors, enzymes, or chemical substances of general interest. 
[0025] For fabrication of patterns using a PET/PE polymer laminate protective layer it is first necessary to ablate this 
layer completely before patterning the underlying substrate. It was determined that approximately 200 pulses were 
required to completely ablate the 35 \i\r\ thick laminate. Structure such as ^-channel 3 could then be developed in the 
substrate with additional UV laser pulses. Linear channels were normally fabricated on polycarbonate by pulsing the 
laser at 50 Hz for three seconds. This corresponds to 150 pulses and was observed to produce linear structures 3 
approximately 17 nm deep into the base substrate, after the patterned ablation of the 35 nm-thick laminate. For all 
linear structures using an adsorbed protein protective layer, only the number of pulses required for the desired structure 
depth is required, that is to say removal of the protein requires negligible energy. Depending on whether patterning in 
deep structures or near the surface is desired, this can range from 0 - 200 jxm for any of the protective masking 
techniques. 

[0026] An affinity reagent was allowed to physically adsorb to the photoablated polymer through laser defined open- 
ings in a protective layer. In the case of a PET/PE protective laminate, the lamination is simply peeled off after thorough 
washing, leaving only laser-defined areas of immobilized affinity reagent as shown in Figure 3d. 
[0027] It should also be understood by those skilled in the art that more complex geometries can alternatively be 
produced by utilizing more complicated photomasks. Using contact lithography or other techniques, which are well 
known in the integrated circuit manufacturing industry, it is possible to create complex ablated patterns. The photomasks 
are simply placed in front of the excimer laser and repeated pulsing will ablatively pattern the substrate through differnt 
masks. 
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Characterization of Photoablated Cavities 

[0028] The relationship between the number of laser pulses, laser frequency, and the resulting ^.-channel depth has 
been studied by SEM 13 . Samples were generated using a static substrate and a photomask of the dimensions previ- 
ously described. High energy UV-laser pulses (2 J cm 2 per pulse) were focused on a polycarbonate surface and 0 - 
1000 pulses were fired at 10, 20, and 50 Hz. Samples were then analyzed by scanning electron microscopy (SEM). 
The channel depth could be determined in this manner using a high tilt angle (60°) and subsequent measurements of 
an exposed depth profile. The channel depth was found to be essentially linear (and did not vary with frequency) 
according to the relationship: Depth (jxm) = 0.1 7*N, where N = the number of laser pulses. 

[0029] In many cases surface patterning of chemical substances will be the desired result and, therefore, only a low 
number of pulses will be required to pattern the protective layer, thereby creating little actual structure in the substrate. 
However, in more complicated devices, especially with fluid handling components, one may use high numbers of pulses 
differentially applied across the desired 2-dimensional pattern. This embodiment of the present method will allow the 
patterning of biological and chemical substances at varied depth, thereby, creating 3-dimensional patterning onto the 
substrate. 

[0030] It should be noted that the cavity geometries produced by this technique vary little over their entire depth 
profile, i.e. very straight sidewalls with high aspect ratio are produced, as has been observed by atomic force microscopy 
(AFM) and SEM 13 . The bottom surface also shows an increased rugosity, and therefore, enhanced surface area, as 
indicated in Table 1. 



Table 1 



Substrate 


Rugosity (jxm) 


Zeta Potential (£ in mV) 


Unablated Polymer 


0.01 


NA 


Polycarbonate (PC) 


0.13 


-52.75 


Polystyrene (PY) 


0.13 


-56.22 


Cellulose Acetate (CA) 


0.27 


-59.65 


Polyethylene terephthalate) (PET) 


0.39 


-72.85 


BSA coated PC 


0.13 


-30.47 


BSA coated PY 


0.13 


-35.71 


BSA coated CA 


0.22 


-29.01 


BSA coated PET 


0.4 


-39.83 



[0031] The rugosity of unablated polymer substrates was observed as only a 0.01 jxm depth variation across a 70 x 
70 |xm cross-section. Photoablated polycarbonate and polystyrene surfaces appear to have a small undulating rugosity 
and are very similar to one another with variations of the average depth of 0.13 urn. In contrast, it was observed that 
cellulose acetate and poly(ethylene terephthalate) surfaces show very pronounced rugged projections on the sub- 
micron scale and differ in the overall magnitude of this effect. Photoablated cellulose acetate showed an increase in 
rugosity (0.27 ^im total) relative to those just mentioned, however, poly(ethylene terephthalate) showed the largest 
increase with an overall depth variation of 0.40 \irr\. From the perspective of developing microfabricated diagnostic 
assays, the increased surface area seen particularly with photoablated poly(ethylene terephthalate) could be very 
useful for the deposition of receptor and ligand zones. The magnitude of chemical adsorption will be related to the 
photoablatively induced charge and the surface area of the resultant microstructure. The increase in surface area due 
to the observed increase in rugosity leads to increased adsorption. 

[0032] The adsorptive capacity of photoablated polymers was also studied, using BSA as a model protein intended 
to show relative differences among the various surfaces studied and the results can be seen in Table 2. 



Table 2 



Polymer 


BSA on Ablated \ig/cn\ 2 


BSA on Non Ablated ng/cm 2 


Adsorption factor 


Collulose Acetate 


6.7 


0.5 


13.2± 7.3 


PET 


91.3 


1.1 


82.3±15.5 


Polystyrene 


145.1 


2.8 


52.0± 4.0 


Polycarbonate 


174.3 


4.3 


40.4± 5.1 


Polyimide 


241.1 


3.7 


65. 1± 9.5 
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[0033] Unablated polymer substrates showed little difference in protein adsorption with an average of 1 .32 jxg BSA 
/ cm 2 as measured by the Bicinchoninic Acid (BCA) test (Measures reduction of copper by amino acids 14 ). This value 
is higher than the 0.4 ng protein / cm 2 reported in the literature 9 . Our observations were only for BSA, a protein which 
can be expected to show differences in adsorption when compared to a generalized observation of several different 
proteins. Although the BCA test measures the protein's ability to reduce copper, which may be enhanced by any de- 
naturation caused by adsorptive immobilization, the test can be expected to accurately determine relative differences 
in the various surfaces examined here. 

[0034] The ablated polymers showed dramatic differences in their protein adsorptive properties, ranging from 6.7 - 
241.1 ^ig BSA / cm 2 . This amount is only calculated according to a cross-sectional area on the plane of the initial 
polymer substrate, however, with photoablative processes, a great change in rugosity is produced and, therefore, the 
true surface area is much greater. This is one of the principal reasons for the great increase in protein adsorption that 
we have observed. The order of adsorptive capacity for BSA followed the series; cellulose acetate < PET < polystyrene 
< polycarbonate < polyimide. 

[0035] A useful fact to consider when evaluating the process of U V-photoablatively induced changes in immobilization 
capacity is the ratio of ablated to non-ablated polymer adsorption, as shown in Table 2. This was calculated here by 
the formula: F = A / N where: A = mass per unit area of protein adsorbed to ablated polymer and N = mass per unit 
area of protein adsorbed to non ablated polymer. When the adsorption factor (F) is taken into account, the order of the 
increase in adsorptive capacity is cellulose acetate < polycarbonate < polystyrene < polyimide < PET. All of these 
polymers have a highly increased rugosity after photoablation as well as increased protein adsorption capacity. The 
increase is correlated in the sub-series: polycarbonate< polystyrene< PET, however, cellulose acetate is an outlier. 
Photoablated polymers have also been shown to have a chemically modified surface composition often associated 
with a surface oxidation when the ablation is carried out in air and therefore the incorporation of atmospheric oxygen 
during the photoablative process is inferred. The increase in adsorption is likely to be due to not only an increase in 
rugosity, but also to the specific chemical nature of functional groups generated during UV-laser photoablation. 
[0036] It should be noted that all of the protein adsorption experiments not only show an increase in adsorptive 
capacity for photoablated polymers, but also that these regions can be 2-dimensionally patterned by defining the UV- 
laser beam geometry. All of the BCA tests on photoablated polymers were done over 1 mm diameter ablated wells 
and after removal of the laminate, no protein could be measured outside of the ablated area. Therefore the 35 urn thick 
PET/PE laminated protective layer has been observed to completely block non-specific protein binding to areas outside 
of the laser ablated regions. This is a significant advantage over the prior art in bio-patterning. 
[0037] It is also demonstrated here that a model receptor, avidin from egg whites, can be immobilized in such mi- 
crofabricated patterns. This experiment will demonstrate two additional concepts central.to bio-patterning using the 
technique of UV-laser photoablation; 1) Receptors can be immobilized onto photoablated surfaces while maintaining 
binding activity for a ligand and 2) that receptors bound in this manner can be patterned with high resolution. 
[0038] Avidin was allowed to physically adsorb to photoablated polycarbonate through laser defined openings (1 mm 
diameter microwells) in a PET/PE protective laminate as previously described and shown in Figure 3c. After washing, 
the lamination was peeled off leaving only laser-defined areas of immobilized avidin as shown in Figure 3d. Biotinylated 
liposomes have been previously shown to have high affinity for avidin in solution as well as avidin immobilized to 
polymer surfaces 12 - 1517 . Ten \aL solutions of liposomes, containing 0.1 mol% dipalmitoyl phosphatidyl choline-biotin 
conjugate (Molecular Probes, Eugene Oregon) and 200 mM encapsulated sulpharhodamine-B, were incubated for 2 
hours at room temperature over the photoablated microwells and control surfaces. The entire surface of the polycar- 
bonate sample was then vigorously washed with 67 mM PBS for 60 seconds. Liposomes remained attached to the 
surface of UV-laser defined microwells through an avidin-biotin non-covalent linkage, as demonstrated in Figure 4a. 
It was also shown that there was little or no liposome binding to laser-treated areas which were not incubated with 
avidin, as seen in Figure 4b, showing that in fact the avidin receptor had been immobilized in the laser defined region 
and was responsible for capturing biotinylated liposomes. Furthermore, it can be seen in Figure 4a, that the borders 
between ablated and non-ablated regions are sharp and well defined. A UV excimer laser is capable of generating 
structure with well resolved features in the low micron range. Therefore, using this technique it is possible to generate 
biomolecule patterns on polymer surfaces with the same micron resolution. 

[0039] The enzyme p-Galactosidase may also be bio-patterned using the present invention and retains its enzymatic 
activity after immobilization onto UV-laser photoablated surfaces. p-Galactosidase was allowed to physically adsorb 
to photoablated polycarbonate through laser defined openings (1 mm diameter microwells) in a PET/PE protective 
laminate as previously described. After washing, the lamination was peeled off, leaving only laser-defined areas of 
immobilized p-Galactosidase. Substrate solutions (10 \iL drops of aminophenylgalactoside (APG) in 0.2 M phosphate 
buffer, pH 7.4 with 1 mg / mL MgCI 2 ) were incubated for 2 hours at room temperature over photoablated microwells 
and control surfaces. A home built two electrode microprobe (working electrode = screen printed carbon, reference = 
screen printed Ag/AgCI paste) was then inserted into the substrate solutions and the potential of the working electrode 
was scanned at 50 mV se<r 1 . The cyclic voltammogram for both the control (substrate over microwell with no p-Galac- 
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tosidase) and test solution (substrate over microwell with p-Galactosidase) is shown in Figure 5. The conversion of 
APG to aminophenol and galactose can clearly be seen by the oxidative current at 200 mV indicating the presence of 
aminophenol and, therefore, p-Galactosidase activity. This experiment demonstrates that p-Galactosidase has been 
patterned within a photoablated microwell and that the immobilized species is still capable of enzymatic activity. 
[0040] It should also be noted that the covalent attachment of affinity matrices may also be defined using UV-laser 
photoablation for purposes similar to those described above. Because the photoablative process is observed to produce 
chemically modified surfaces the photoablated, non-blocked section of polymer being defined is also available for 
covalent modification. Simple peptide linkages may be formed between these surface functional groups and amino 
acid side chains existing on protein structures such as enzymes and receptors. This may be accomplished by using 
commercially available reagents, such as Dicyclohexlcarbodiimide and N-Hydroxysuccinimide. Proteins, phospholip- 
ids, amino acids, and other components of interest may be attached in this manner or with other suitable methods of 
chemical attachment. It should be emphasized that if the initial blocking step is sufficient then any manner of these 
attachments will be localized to the region specified by the UV-laser machining process. 

Examples of Biomolecule Patterning by UV-laser Photoablation. 

Example 1 

[0041 ] The UV-laser photoablation method described above can be used to pattern biological and other affinity ma- 
trices within microfabricated channels, networks of these channels, or on the surface of any suitable UV-absorbing 
substrate such as polymers, ceramics, etc. The present method is particularly advantageous for microfabricated chan- 
nels in that it allows their precise delineation into reactive and non-reactive areas. 

[0042] One embodiment of the present method involves the UV-laser fabrication of the desired microstructure, as 
described for example, in EP-A-0708331. This patterned surface is then protected or blocked, as depicted in Figure 
2a, using a number of standard reagents which will depend upon the exact nature of the component to be deposited. 
As an example, a 5%, by weight, solution of NFDM is known to be sufficient for blocking a polystyrene surface, if an 
antibody is the reagent to be deposited and if the surface is to be used in an immunoassay. The thickness of the 
adsorbed blocking layer is approximately 10 nm, therefore, a very rapid laser machining process is all that is required 
to clean the surface in the area being defined. By using laser fluences of approximately 1.6 J cnr 2 per pulse, only a 
single pulse is required to effectively clean and eject the protected polymer substrate. In a preferred embodiment, 3 
pulses are used to insure complete and consistent cleaning of the protein-coated substrate. This will leave a very thin 
(1 urn) cavity defining the region of interest, as is shown in Figure 2b. Subsequent reactions, by adsorptive deposition 
or covalent modification, will only occur in the UV-laser patterned region. As an example, the adsorption of antibodies 
6 is depicted in Figure 2c in the laser defined region. Any antibodies adherent to the blocked polymer regions can 
simply be washed from the surface prior to sealing. 

[0043] In an alternative embodiment of the invention, the initial unablated polymer substrate is completely blocked 
by first applying a laminate. In this embodiment, the laminate is a 35 ym PET/PE layer and is annealed to the base 
polymer at 125 °C for 2-3 seconds. The laser is used to etch a defined pattern into the laminate by firing repeated 
pulses sufficient to eventually pierce the laminate and create structures of desired depth into the base polymer. The 
resulting patterned laminate-substrate structures can then be easily immersed into solutions of affinity reagents. As 
an example, a protein receptor solution, composed of IgG antibodies dissolved in 200mM borate buffer (pH 9.0), may 
be incubated at room temperature for approximately two hours over the aforementioned structures. The structure is 
then washed with clean buffer, containing no antibodies, and the laminate is peeled off, as shown in Figure 3. All 
antibodies bound to the laminate are removed with the lamination, and the only remaining regions with adsorbed 
receptor are those defined by the UV-laser machining process. A small number of laser pulses can then be used on 
areas of the substrate where antibodies are not desired, thereby providing a cleaning step. This preferred method may, 
in some cases, be advantageous over the protein-blocking method, which is sufficient for many analytical applications 
but does not block 100 % of the reagent. In contrast, removal of reagents bound to the laminate by peeling leaves no 
possibility for adsorption in nonablated regions. 

[0044] One possible embodiment of the invention utilizing a UV-laser defined reactive area within a microfabricated 
fluid handling system is shown in Figure 6. Here a biological affinity reagent 60, which may be any protein receptor (L 
e., antibodies, enzymes, etc.), ligand, or nucleic acid (DNA, RNA, tRNA, etc.) can be defined in an area as small as 5 
x 5 ^m within a photoablated capillary 61. As an example, but by no means as a limiting case, an anti-polychlorinated 
biphenyl (anti-PCB) antibody may be deposited in such a zone. A sample containing several PCB congeners could 
then be introduced and continually pumped over the antibody zone, as shown in Figure 6b. Fluid pumping may be 
accomplished by any suitable means including electro-osmotic flow, positive pressure applied to the inlet, or negative 
pressure applied at the outlet. 

[0045] This process serves two purposes. One, all molecules structurally similar to PCBs, sufficient to allow binding 
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to the antibody receptor, are concentrated in this region over time as they are extracted from the flowing bulk solution. 
Two, the analytes of interests, PCB like molecules, are separated from complex background matrices which often 
interfere with their subsequent detection. After allowing sufficient time for concentration of the analyte, a release reagent 
such as octyl-glucopyranoside or any number of chaotropic agents can be injected onto the microchannel which would 
interfere with the antibody-ligand binding relationship. After release, capillary electrophoresis is carried out by applying 
high voltage across the microchannel, thereby separating only those congeners 62,63,64 (Figure 6c) which had an 
affinity for the antibody. This example is a possible application of laser-defined affinity regions within microchannels to 
extract, concentrate, separate, and then quantitate species of interest within a test solution. This pre-concentration 
step is used in this example to obtain a highly sensitive and well resolved electropherogram for quantitation of individual 
PCB congeners. 

Example 2 

[0046] In another embodiment of the present invention a surface is patterned with nucleic acid probes, comprised 
of either deoxyribonucleic acids (DNA) or ribonucleic acids (RNA). The total array of the probes to be patterned by this 
invention will comprise numerous strands of genetic sequences encoding gene products of interest for the diagnosis 
of genetic disease, environmental exposure to toxins, retro-viral infection, etc. 

[0047] For the present example, a preferred substrate will be polystyrene which is coated with a 35 ^im thick PET/ 
PE laminate (applied with pressure at 125 °C for 3 seconds). Polystyrene has been previously shown to physically 
adsorb DNA, and furthermore, in a fashion that allows subsequent hybridization 11 . Photoablated polystyrene has now 
been shown to be advantageous for the immobilization of biomolecules and therefore provides a surface with greater 
immobilization capacity for nucleic acid probes. Therefore, adsorption will be used as a convenient immobilization 
procedure for nucleic acid probes used in this example. After lamination, small holes of approximately 1 0 ^im in diameter 
are ablated through the protective layer with 200 pulses of 1.6 J cm" 2 per pulse. UV-laser photoablation is continued 
into the polystyrene substrate with a further 60 pulses creating 10 jim holes of approximately 10 \im in depth. 
[0048] Solutions of nucleic acid sequences, prepared as known to those skilled in the art, which can be used as 
probes, are dissolved in high salt buffers (500 mM NaCI) and placed in small droplets (10 \xL) over UV-laser ablated 
microwells for 2-4 hours at room temperature. After this initial incubation period the patterned microwell(s) is washed 
with buffer to remove any excess probe and then air dried. Using a step and repeat process different primary probe 
solutions are added to the growing array. One possible embodiment is shown in Figure 7, where a completed 2-dimen- 
sional array of microholes is shown with 100 urn spacing. Finally, the PET/PE protective laminate is peeled off removing 
any probe not immobilized in the microwell. 

[0049] The device now consists of multiple photoablated wells 2-dimensionally defined with numerous different nu- 
cleic acid probes, capable of hybridization with sequences of medicinal and toxicological interest in a test sample. 
Subsequently, an unknown solution is placed in bulk over the entire array. Each of the immobilized probes will then 
specifically hybridize with a complementary sequence, if present, in the original test solution. A second set of probes, 
containing an easily visualized fluorescent marker and which will specifically bind to a different part of the test sequence, 
is then hybridized similarly. After binding the entire array may be stimulated with light of the proper wavelength in order 
to stimulate fluorescence, and the intensity of each well may be captured simultaneously using a CCD camera. There- 
fore, after analysis, the array will yield information as to the presence or absence of important genetic sequences in 
the test sample. The advantage of the present example is the ability to tightly pack and define multiple probes of 
interest, which in turn allows for the parallel testing of the same sample for many endpoints. 

Example 3 

[0050] In another embodiment of the present invention a surface is patterned in a two step process, first with avidin 
and then with antibodies specific to an epitope of a-fetal protein (aFP). 

[0051] For the present example, a preferred substrate will be polyimide which is coated with a 35 thick PET/PE 
laminate (applied with pressure at 125 °C for 3 seconds). Polyimide has been previously shown to physically adsorb 
proteins and as detailed above, has enhanced protein binding following UV-laser photoablation. Therefore, adsorption 
will be used as a convenient deposition procedure for immobilization of a monolayer of avidin receptor, which as pre- 
viously described maintains its binding activity for its ligand, biotin, even after adsorption to UV-laser ablated polymer 
substrates. 

[0052] The polyimide substrate is first cleaned with methanol and distilled water rinses followed by drying under 
pressurized air. The substrate is then laminated with a 35nm thick PET/PE laminate at 1 25 °C for 3 sec. After lamination, 
small holes of approximately 100 nm in diameter are ablated through the protective layer with 200 pulses of 2 J cm' 2 
per pulse. UV-laser photoablation is continued into the polystyrene substrate with a further 200 pulses creating 100 
jim holes of approximately 50 \um in depth. One possible embodiment is similar to that shown in Figure 7, but with a 
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10x10 microhole array, which has holes spaced 3 mm apart in either the vertical or horizontal dimensions. The larger 
dimensions described in the present example are for separation and easier addressability of the numerous test solutions 
to be applied. It should be noted though, that the entire "foot print" of such a test plate is only 3 x 3 cm whereas, a 
conventional 96-well microtiter plate is approximately 8.5 x 12.5 cm. 

[0053] In a preferred sandwich immunoassay embodiment of the present example, a 500 \ig / mL solution of avidin, 
from chicken egg whites, in PBS is allowed to incubate over the entire array for two hours at room temperature. The 
technique of pre-adsorbing avidin prior to application of a specific antibody solution allows the immobilization of any 
biotinylated antibody, receptor, or marker reagent. Furthermore, this technique will preserve more of the receptor's 
original activity by preventing close interaction with the substrate which leads to a certain amount of denaturation. If a 
biotinylated antibody reagent is unavailable or inconvenient to synthesize then the antibody can also be directly im- 
mobilized to the surface using the method of the present invention. In this case, after the avidin solution has adsorbed 
to the surface then the array plate is thoroughly washed with PBS and dried with pressurized air before application of 
the specific antibody solution. 

[0054] In the present example, an antibody solution consists of anti-aFP in buffer ( 500 ^g / mL in PBS), which is 
used for subsequent monitoring of neonatal health. It should be realized that this is a non-limiting case and that any 
suitable antibody can be substituted for anti-aFP, depending upon the desired analytical measurement. The solution 
of biotinylated anti-analyte antibody is allowed to incubate over the entire array for two hours at room temperature, 
thereby being strongly but non-covalently bound to the adsorbed avidin layer. 

[0055] The anti-aFP -avidin coated microplate is cleaned by thorough rinsing with PBS and then the protective, 
patterned laminate is peeled off of the surface, leaving immobilized receptors only in the laser-patterned microholes. 
The entire surface (unablated polyimide and coated microwells) is then blocked with a solution of NFDM (10 mg/mL 
in 60 mM phosphate buffered saline, pH 7.0) at room temperature for 2 - 4 hours and then washed as previously 
described. At this stage the laser-patterned aFP detection plate is configured as shown in Figure 8a. 
[0056] Various solutions of aFP can now be analyzed within the 10 x 10 microhole array. Various unknown serum 
solutions to be tested are diluted into PBS (between 1 :1 and 1 :10 depending on detection limit considerations) and 2 
^L aliquots of these dilutions are placed over selected microwells in the array. These solutions are allowed to incubate 
for 30 minutes at room temperature. Because of the small diffusional environment existing in the microhole structures, 
the non-covalent binding reaction between the anti-aFP antibody and the aFP analyte will occur rapidly, relative to a 
reaction taking place in a conventional microtiter well. The plate is again washed with PBS as described earlier. 
[0057] The final step in the assay of the present example is the addition of a second anti-aFP antibody that is specific 
for a different epitope than is the first antibody and which has been previously conjugated with an enzyme marker, 
such as p-Gal. Such enzyme-antibody markers are now often commercially available with specificity to various analytes 
of interest and if not, are readily prepared with heterobifunctional linkers capable of forming peptide bonds between 
the two proteins. A 2 \xL aliquot of such an anti-aFP antibody-p-Gal conjugate is placed over various microwells which 
have been pre-incubated with unknown aFP test solutions. After incubation for 30 minutes at room temperature a 
second 2 \xL aliquot of a p-Gal substrate solution (1 mM APG in 0.2 M phosphate buffer, pH 7.4 with 1 mg / mL MgCI 2 ) 
is allowed to react with the enzyme conjugate for a period of time that will be determined by the sensitivity desired of 
the assay. If the greatest sensitivity is desired than this time could be as long as 4 hours, however, if assay speed is 
the critical component than this time could be as short as 30 minutes. 

[0058] A two electrode microprobe (working electrode = screen printed carbon, reference = screen printed Ag/AgCI 
paste), or any other suitable 2 electrode system capable of measuring 2-4 jiL solutions, is then inserted into substrate 
solutions over the microwells. The potential of the working electrode is poised at +200 mV and the current is measured 
using a suitable commercially available current monitoring apparatus. The amount of current should be directly pro- 
portional to the amount of anti-aFP antibody-p-Gal conjugate that was bound to the microwells. The amount of conju- 
gate is in turn directly proportional to the amount of aFP analyte that was bound to the UV-laser defined anti-aFP 
antibody primary coating. The final molecular configuration for detection of aFP is shown in Figure 8b. 
[0059] Therefore, this example defines one possible use for the present invention of bio-patterning for the creation 
of microwell assay plates capable of detection of proteins of interest using the technique of sandwich immunoassay. 
The present method of patterning anti-analyte antibody is advantageous in that the diffusional environment for all 
reaction steps is reduced, the use of small volumes for samples and expensive reagents is facilitated, and the overall 
"foot print" of the assay plate is considerably reduced. The present method of patterning is also particularly advanta- 
geous in that there will be a large increase in the amount of primary antibody bound to the substrate relative to con- 
ventional polymer substrates. This will further increase the sensitivity of the assay as well as increase the reaction 
kinetics due to the large increase in the number of receptors. 
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Claims 



1 . A method for immobilizing an affinity reagent onto U V-absorbing material characterised by using the process of 
UV-excimer laser induced photoablation, in combination with light patterning technology such as standard photo- 
masks or fiber-optic light guides to create a rugged photoablated region of a UV-absorbing material facilitating 
binding of the reagent in a pattern corresponding to the region. 



2. A method according to claim 1 , wherein the affinity reagent comprises a biomolecule. 

35 

3. A method according to claim 1 or claim 2, wherein the laser photoablation creates, within the region, a chemically 
functionalized surface on the UV-absorbing material which shows enhanced immobilization capacity for biomole- 
cules. 

40 4. A method according to claim 3, wherein the UV-absorbing material is selected from polymers, including cellulose 
acetate, polystyrene, polycarbonate, polyethylene terephthalate), and polyimide. 

5. A method according to claim 4, wherein the laser radiation, used for photoablation of polymers, is of a wavelength 
less than 330nm and energy fluences are greater than 0.5 J cmr 2 per pulse on the material surface. 

45 

6. A method according to any preceding claim, wherein the surface of the UV-absorbing material is masked by another 
material, capable of being photoablatively patterned by a UV-excimer laser. 

7. A method according to claim 6, wherein said other material is selected from non-specific protein monolayers, 
50 chemically conjugated substances, or protective polymer laminates. 

8. A method according to claim 6 or 7, wherein said other material forming a protective masking layer is patterned 
by UV-laser photoablation, creating one or more openings in a 2-dimensional pattern with pirn (micron) resolution. 

55 9. A method according to claim 8, wherein a solution of the affinity reagent is attached to the underlying UV-absorbing 
material via the UV-laser defined opening(s) through the masking layer. 

10. A method according to claim 9, wherein said other material is a protective polymer laminate, which is removed 
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after attachment of the affinity reagent to the UV-absorbing material. 



11. A method according to claim 9 or 10, wherein the method of attachment is via physical adsorption, non-covalent 
binding, or covalent chemical conjugation. 

12. A method according to claim 11 , when dependent upon claim 2, wherein the biomolecule is a protein receptor, a 
carbohydrate conjugated protein, an enzyme, or a nucleic acid. 

13. A method according to any preceding claim, wherein patterning occurs in 3 dimensions by using the UV-laser 
photoablative process to create structural depth upon which biomolecules may be subsequently be attached. 

14. A biological or chemical sensor comprising a substrate of UV-absorbing material, carrying an affinity reagent in a 
specific pattern, characterised in that the reagent is attached to at least one rugged photoablated region of the 
substrate providing the pattern. 

15. A sensor as claimed in claim 14, wherein the UV-absorbing material comprises a polymer. 

16. A sensor as claimed in claim 15, wherein the polymer is selected from cellulose acetate, polystyrene, polycar- 
bonate, poly(ethylene terephthalate) and polymide. 

17. A sensor as claimed in claims 14, 15 or 16, wherein the affinity reagent comprises a biomolecule. 

1 8. A sensor as claimed in claim 1 7, wherein the biomolecule is a protein receptor, a carbohydrate conjugated protein, 
an enzyme or a nucleic acid. 

19. A sensor as claimed in any one of claims 14 to 18, wherein the or each said region comprises a microchannel. 

20. A sensor as claimed in any one of claims 14 to 18, comprising an array of a plurality of said regions, each of which 
is a microwell. 



Patentanspruche 

1. Verfahren zur Immobilisierung eines Affinitatsreagens auf UV-absorbierendem Material, dadurch gekennzeich- 
net, daB das Verfahren der UV-Excimerlaser-induzierten Photoablation in Kombination mit einer ein Lichtmuster 
erzeugenden Technik, wie z.B. Standard-Photomasken Oder faseroptischen Lichtleitern, eingesetzt wird, urn einen 
rauhen, photoablatierten Bereich aus einem UV-absorbierenden Material zu schaffen, wodurch die Bindung des 
Reagens in Form eines diesem Bereich entsprechenden Musters erleichtert wird. 

2. Verfahren nach Anspruch 1 , wobei das Affinitatsreagens ein Biomolekul umfaBt. 

3. Verfahren nach Anspruch 1 Oder Anspruch 2, wobei die Laserphotoablation innerhalb des Bereichs eine chemisch 
funktionalisierte Oberflache auf dem UV-absorbierenden Material schafft, die eine verbesserte Immobilisierungs- 
kapazitat zeigt. 

4. Verfahren nach Anspruch 3, wobei das UV-absorbierende Material aus Polymeren, einschlieBlich Celluloseacetat, 
Polystyrol, Polycarbonat, Poly-(ethylenterephthalat) und Polyimid, ausgewahlt ist. 

5. Verfahren nach Anspruch 4, wobei die fur die Photoablation von Polymeren verwendete Laserstrahlung eine Wel- 
lenlange unter 330 nm aufweist und Energieflusse von mehr als 0,5 J cnrr 2 pro Puis auf der Materialoberflache 
auftreten. 

6. Verfahren nach einem der vorhergehenden Anspruche, wobei die Oberflache des UV-absorbierenden Materials 
von einem anderen Material, auf dem durch einen UV-Excimerlaser ein photoablatives Muster erzeugt werden 
kann, maskiert wird. 

7. Verfahren nach Anspruch 6, wobei das andere Material aus nicht spezifischen Proteinmonolayern, chemisch kon- 
jugierten Substanzen Oder Polymer-Schutzlaminaten ausgewahlt ist. 
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8. Verfahren nach Anspruch 6 Oder 7, wobei auf dem eine maskierende Schutzschicht bildenden anderen Material 
durch UV-Laserphotoablation ein Muster erzeugt wird, wodurch ein Oder mehrere Offnungen in einem 2-dimen- 
sionalen Muster mit einer Auflosung im \xm (Mikron)-Bereich geschaffen werden. 

9. Verfahren nach Anspruch 8, wobei eine Losung des Affinitatsreagens auf das darunterliegende UV-absorbierende 
Material uber die durch den UV-Laser definierten Offnungen durch die maskierende Schicht hindurch aufgebracht 
wird. 

10. Verfahren nach Anspruch 9, wobei es sich bei dem anderen Material urn ein Polymer-Schutzlaminat handelt, das 
nach der Aufbringung des Affinitatsreagens auf das UV-absorbierende Material entfernt wird. 

1 1 . Verfahren nach Anspruch 9 Oder 1 0, wobei das Aufbringungsverfahren uber physikalische Adsorption, nichtkova- 
lente Bindung oder kovalente chemische Konjugation erfolgt. 

12. Verfahren nach Anspruch 11, in Abhangigkeit von Anspruch 2, wobei es sich bei dem Biomolekul urn einen Pro- 
teinrezeptor, ein mit einem Kohlenhydrat konjugiertes Protein, ein Enzym oder eine Nukleinsaure handelt. 

13. Verfahren nach einem der vorhergehenden Anspruche, wobei ein Muster in drei Dimensionen unter Verwendung 
des U V-Laserphotoablationsverfahrens zur Schaffung von struktureller Tiefe gebildet wird, woraufhin Biomolekule 
anschlieBend aufgebracht werden konnen. 

1 4. Biologischer oder chemischer Sensor, der ein ein Affinitatsreagens in Form eines spezifischen Musters tragendes 
Substrat aus UV-absorbierendem Material umfaBt, dadurch gekennzeichnet, daG das Reagens auf wenigstens 
einen rauhen, photoablatierten Bereich des das Muster bereitstellenden Substrats aufgebracht ist. 

* 

15. Sensor nach Anspruch 14, wobei das UV-absorbierende Material ein Polymer umfaBt. 

16. Sensor nach Anspruch 15, wobei das Polymer aus Celluloseacetat, Polystyrol, Polycarbonat, Poly-(ethylenter- 
ephthalat) und Polyimid ausgewahlt ist. 

17. Sensor nach Anspruchen 14, 15 und 16, wobei das Affinitatsreagens ein Biomolekul umfaBt. 

1 8. Sensor nach Anspruch 1 7, wobei es sich bei dem Biomolekul urn einen Proteinrezeptor, ein mit einem Kohlenhydrat 
konjugiertes Protein, ein Enzym oder eine Nukleinsaure handelt. 

19. Sensor nach einem der Anspruche 14 bis 18, wobei der Bereich bzw. jeder der Bereiche einen Mikrokanal umfaBt. 

20. Sensor nach einem der Anspruche 1 4 bis 1 8, welcher ein Array aus mehreren der Bereiche umfaBt, wobei es sich 
bei jedem Bereich urn ein Mikrowell handelt. 



Revendications 

1 . Proc6d6 demobilisation d'un r§actif d'affinite sur un materiau absorbant les UV, caracterlse en ce qu'on utilise 
le proc6d6 de photoablation induite par laser UV & excimfcre, en combinaison avec une technologie d'application 
d'une configuration lumineuse telle que I'usage de photomasques standards ou de guides lumineux en fibre optique 
pour cr6er une region inSgale, enlev6e par photoablation, d'un materiau absorbant les UV afin de faciliter une 
liaison du rSactif selon une configuration correspondant k la region. 

2. Proc6d6 selon la revendication 1 , dans lequel le r6actif d'affinite comprend une biomotecule. 

3. Proc6d6 selon la revendication 1 ou 2, dans lequel la photoablation au laser cr6e, dans la region, une surface 
chimiquement fonctionnalis6e sur le materiau absorbant les UV, qui temoigne d'une capacity demobilisation 
renforcSe pour les biomol^cules. 

4. Proc6d6 selon la revendication 3, dans lequel le materiau absorbant les UV est choisi parmi les polym&res, no- 
tamment I'ac6tate de cellulose, le polystyrene, un polycarbonate, le poly(t6r6phtalate d'6thy!6ne) et un polyimide. 



. ' ' ' 
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5. Procede selon la revendication 4, dans lequel le rayonnement laser, utilise pour la photoablation de polymeres, a 
une longueur d'onde inferieure k 330 nm et les fluences d'6nergie sont sup6rieures k 0,5 J cm' 2 par impulsion sur 
la surface du materiau. 

5 6. Procede selon I'une quelconque des revendications pr6c6dentes, dans lequel la surface du materiau absorbant 
les UV est masqu6e par un autre materiau capable d'etre configure par photoablation par un laser UV k excimere. 

7. Procede selon la revendication 6, dans lequel ledit autre materiau est choisi parmi des monocouches proteiques 
non specifiques, des substances chimiquement conjuguees ou des lamines de polymeres protecteurs. 

w 

8. Procede selon la revendication 6 ou 7, dans lequel ledit autre materiau formant une couche de masquage protec- 
tee est configure par photoablation au laser UV, en creant une ou plusieurs ouvertures dans une configuration 
bidimensionnelle avec une resolution de I'ordre du micrometre (jum). 

15 9. Procede selon la revendication 8, dans lequel une solution du reactif d'affinite est fix6e au materiau sous-jacent 
absorbant les UV via la ou les ouvertures definies par le laser UV k travers la couche de masquage. 

r 

10. Procede selon la revendication 9, dans lequel ledit autre materiau est un lamine de polymere protecteur qui est 
retire apres fixation du reactif d'affinite au materiau absorbant les UV. 

20 

1 1 . Procede selon la revendication 9 ou 1 0, dans lequel le procede de fixation se fait par adsorption physique, liaison 
non-covalente ou conjugaison chimique covalente. 

1 2. Procede selon la revendication 1 1 , dans la mesure ou elle depend de la revendication 2, dans lequel la biomoiecule 
25 est un recepteur de proteine, une proteine conjugu6e k un hydrate de carbone, une enzyme ou un acide nucieique. 

13. Procede selon Tune quelconque des revendications prec6dentes, dans lequel la configuration se produit en trois 
dimensions en utilisant le procede de photoablation au laser UV pour creer une profondeur structurelle sur laquelle 
des biomoiecules peuvent etre fixees ulterieurement. 

30 

1 4. Detecteur biologique ou chimique comprenant un substrat de materiau absorbant les U V portant un reactif d'affinite 
dans une configuration specifique, caracterise en ce que le reactif est fixe k au moins une region inegale du 
substrat qui a 6te soumise k une photoablation pour former la configuration. 

35 15. Detecteur selon la revendication 14, dans lequel le materiau absorbant les UV comprend un polymere. 

1 6. Detecteur selon la revendication 1 5, dans lequel le polymere est choisi parmi I'acetate de cellulose, le polystyrene, 
un polycarbonate, le poly(terephtalate d'ethyiene) et un polyimide. 

40 17. Detecteur selon les revendications 14, 15 ou 16, dans lequel le reactif d'affinite comprend une biomoiecule. 

18. Detecteur selon la revendication 17, dans lequel la biomoiecule est un recepteur de proteine, une proteine con- 
juguee k un hydrate de carbone, une enzyme ou un acide nucieique. 

45 19. Detecteur selon I'une quelconque des revendications 14 & 18, dans lequel ladite ou chaque dite region comprend 
un microcanal. 

20. Detecteur selon I'une quelconque des revendications 14 k 18, comprenant un reseau d'une pluraiite desdites 
regions, dont chacune est un micro-puits. 

50 
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